-Western blot analysis CG, liver, and lungs from rats were rapidly removed, immediately frozen in liquid nitrogen and stored at −80°C until used. The homogenates were prepared from these samples. Samples were lysed in buffer, which contained Complete Miniprotease inhibitors. The protein concentration was determined using a Bradford protein assay kit (Bio-Rad, Hercules, CA). An aliquot containing 100 μg of protein from the total lysate was electrophoresed on a 10% SDS-PAGE gel and then transferred to Immobilon-P (Millipore, Bedford, MA). After blocking with 5% nonfat dry milk in Tris-buffered saline (TBS), the membrane was incubated with a PAR-2 antibody (Santa Cruz Biotechnology Inc., Dallas, TX) at an appropriate dilution overnight, at 4°C, and then washed four times in TBS-Tween (TBS-T). The membrane was then incubated with a goat anti-mouse Ig (Thermo scientific, Waltham, MA) at a dilution of 1:5,000 at room temperature for 1 h and then again washed four times in TBS-T.
